Background
This method utilizes cell powder produced by cryogenic grinding of cells (grindate) and rabbit IgG conjugated magnetic beads. A full description of procedures for preparing cell grindate and IgG conjugated Dynabeads can be found here: www. ncdir.org/public-resources/protocols/ (see sections Disruption of Yeast or Bacteria Cells and Isolation of Protein Complexes).
Reagents 0.5 M acetic acid at pH 3.4
(equilibrated with ammonium acetate) 500mM dithiothreitol (DTT) Desalting spin columns, 40 kDa MWCO (see Peptide Removal section) Extraction buffer Liquid nitrogen (N2) 4x lithium dodecyl sulfate gel loading buffer (Invitrogen, cat. #NP0007) PEGylOx solution, saturated (> 2 mM) in e.g. 40 mM Tris pH 8.0, 100 mM NaCl, 0.01% Tween 20, 5% v/v EtOH (see Native Elution section) Rabbit IgG conjugated Dynabeads
Procedure
Cell extract preparation Optimized extraction conditions need to be determined on a case-by-case basis for each protein complex under investigation. When doing an affinity capture using SpA/IgG interaction for the first time we generally start with a 'standard' extraction buffer consisting of: 40 mM TRIS pH 8.0, 50 mM trisodium citrate, 300 mM NaCl, 0.1% v/v Tween 20. The SpA/IgG interaction is promoted by alkaline pH and the presence of e.g. sodium citrate or sulfate. After analyzing the results, further variations on conditions are often explored. All extraction buffers are also supplemented with protease inhibitor cocktails as a general rule. 9. Aspirate the supernatant and wash the beads twice w/ 1 ml of extraction buffer -resuspend DBs by brief vortexing each time. On the second wash, transfer the beads to a fresh tube.
¡ATTENTION!
10. Aspirate the supernatant, and wash once more with 1 ml of extraction buffer, removing the final wash.
*HINT: After mixing / vortexing, it is helpful to briefly pulse spin the tubes in a mini microcentrifuge to collect all contents at the bottom of the tube (beads will remains essentially suspended), prior to placement on the magnet and aspiration of the solution. Doing so ensures the minimum carryover of solutions between washes. We have found that transferring to a fresh tube prior to final washing and elution reduces non-specific background in purifications (although this is markedly more important when denaturing conditions are used for elution). At 1 g and higher purification scale the initial wash should be scaled up by 5-fold or more.

Native Elution
The PEGylOx elution solution can be prepared in a buffer of your choosing. As long as the saturation concentration of peptide is above 2 mM, effective elution on a 15 min time-scale can be expected. Lot-to-lot variation in the concentration of a saturated solution has been observed (typically within the range of ~2.2 -2.7 mM) and will also be buffer dependent. We recommend using a 40 mM Tris-buffered elution solution at pH 8.0 and ethanol at 5% v/v in any elution solution; these reagents maximize solubility of the peptide and stability of the resulting solution. Excellent results have also been achieved using HEPES at pH 7.4. The lyophilized peptide is acidic; ensure appropriate buffering strength. As a detergent we use Tween 20 at 0.01% v/v because at this concentration Tween 20 is readily depleted from the solution by spin column desalting to non-interfering levels for downstream in-solution proteolytic digestion and LC-MS/MS analyses. Higher levels of Tween 20 are otherwise perfectly acceptable and comparable performance has also been achieved with Triton X-100.
In the conditions we have tested thus far, a detergent is required for stable high concentration solutions of PEGylOx. We have observed that the detergent CHAPS does not maximize peptide solubility, however.
11. Prior to applying the PEGylOx solution, wash the beads with 50 μl of the solution used to dissolve the peptide -this equilibrates the beads for the subsequent elution -remove the wash.
12. Native elution using PEGylOx is achieved by applying a saturated solution to the DBs and incubating 15 min at RT with gentle shaking (e.g. setting 3 on a vortex mixer). 
